Previous transcriptomic analyses suggested that the 1918 influenza A virus (IAV1918), one of the most devastating pandemic viruses of the 20th century, induces a dysfunctional cytokine storm and affects other innate immune response patterns. Because all viruses are obligate parasites that require host cells for replication, we globally assessed how IAV1918 induces host protein dysregulation. We performed quantitative mass spectrometry of IAV1918-infected cells to measure host protein dysregulation. Selected proteins were validated by immunoblotting and phosphorylation levels of members of the PI3K/AKT/mTOR pathway were assessed. Compared to mock-infected controls, N170 proteins in the IAV1918-infected cells were dysregulated. Proteins mapped to amino sugar metabolism, purine metabolism, steroid biosynthesis, transmembrane receptors, phosphatases and transcription regulation. Immunoblotting demonstrated that IAV1918 induced a slight up-regulation of the lamin B receptor whereas all other tested virus strains induced a significant down-regulation. IAV1918 also strongly induced Rab5b expression whereas all other tested viruses induced minor up-regulation or downregulation. IAV1918 showed early reduced phosphorylation of PI3K/AKT/mTOR pathway members and was especially sensitive to rapamycin. These results suggest the 1918 strain requires mTORC1 activity in early replication events, and may explain the unique pathogenicity of this virus. Crown
Introduction
The 1918 influenza pandemic was one of the most devastating infectious disease events of the 20th century, resulting in 20-100 million deaths [56, 86] . Although the young and the elderly are usually the most susceptible to influenza A virus (IAV) epidemics and many pandemics, the 1918 pandemic was unusual in that a much larger proportion of healthy young adults succumbed to the infection [86] , which has been attributed to a dysfunctional host immune response (cytokine storm) [47, 53] . A link between the cytokine storm and IAV-induced pathogenesis and poor clinical outcome has long been appreciated [1, 47, 49, 61, 87] . Recent attempts to modulate the cytokine storm, including using lipid-modifying compounds such as sphingosine-1-phosphate [60, 61, 91] have been only partially successful. Because all viruses are obligate parasites that require a host cell in which to replicate, a more complete and detailed understanding of cell signaling and how IAV induces host protein dysregulation is required (recently reviewed in [87] ).
The need to better delineate host responses to IAV infection is further underscored by the nature of the virus. IAV is a small, enveloped virus in the family Orthomyxoviridae, with a genome of 8 negativesense single stranded RNA segments that encode for at least 15 proteins [39, 62] . IAV have enormous genetic plasticity, mediated by nucleotide (genetic drift) and genome segment exchange (genetic shift), changes that control differences in host range and virulence. IAV are serologically categorized by the hemagglutinin (HA) and neuraminidase (NA) proteins, both of which are located in the viral envelope. There are currently 18 recognized HA (H1-H18) and 11 NA (N1-N11) types [62, 65, 89] . Various anti-viral strategies, including small molecule inhibitors and vaccines, have been developed to combat IAV. However, the virus' genetic plasticity often leads to resistance rapidly developing to these virus-targeted anti-viral modalities. In addition, because of the virus' enormous host range, spanning avian, marine mammals and numerous land animals including humans, eradication of the virus is extremely unlikely.
Environmental stressors, including virus infection, induce a number of alterations in a host cell's transcriptome and proteome. Previous [12] .Virus stocks were generated, and virus titrations were performed, in MDCK cells as previously described [12] .
Infection
Once A549 cells destined for SILAC labeling had grown through six doublings, L cells in 2 experiments were infected with 1918 at a multiplicity of infection (MOI) of 7 plaque forming units (PFU) per cell and an equivalent number of H cells were mock infected as control. Labels were swapped in the 3rd biologic replicate. Cells were overlaid with appropriate media and cultured for 5 (early) and 24 (late) hours.
All other A549 infections were performed in DMEM supplemented with 0.1% BSA and 0.5 μg/ml TPCK-Trypsin.
Cell Viability Assays
A549 cells were infected with 1918 at a MOI of 7 PFU/cell. At 5, 24 and 48 h post-infection, the media was removed and replaced with fresh OptiMEM (Life Technologies, Burlington, ON, Canada) supplemented with XTT (XTT-based InVitro Toxicology Assay Kit, SigmaAldrich, Oakville, Ontario, Canada) as per the manufacturer's directions. The cells were incubated for an additional 3 h. The colorimetric change was read at an absorbance of 450 nm and percent viability was normalized to the control samples. Experiments were performed in triplicate. In parallel, cells were visualized by light microscopy for the presence of cytopathic effect.
Cell Fractionation
At 5 and 24 h post-infection (hpi), L and H cells were collected and counted. Equivalent numbers of L and H cells were mixed together, mixed cells were washed 3× in N50 volumes of ice-cold Phosphate Buffered Saline (PBS), washed cells were lysed with 0.5% NP-40 supplemented with 1.1 μM pepstatin A, incubated on ice for 30 min, and nuclei removed by pelleting at 5000 ×g for 10 min. Nuclei were processed by a previously-described high salt/urea double extraction procedure [48] and both fractions frozen at −80C until further processing. Fractionated samples were probed with antibodies targeting nuclear and cytoplasmic proteins to ensure the method for fractionation was complete (Fig. 5A) .Histone H3 is a nuclear protein, Lamin is predominantly found in the nuclear envelope, Actin is typically found in the cytoplasm and tubulin is found in both the nucleus and cytoplasm.
Mass Spectrometric Sample Preparation and Analysis
Protein content in the various fractions was determined using a BCA™ Protein Assay Kit (Pierce; Rockford, IL) and BSA standards. Samples were then reduced, alkylated and digested with trypsin as previously described [12] . Digested peptides were separated by 2D RP (reversed-phase) high pH -RP low pH peptide fractionation [29, 83] , and analyzed on a QStar Elite mass spectrometer (Applied Biosystems, Foster City, CA) run in a data-dependent MS/MS acquisition mode as previously described using the manufacturer's "smart exit" (spectral quality 5) settings [12] . Previously targeted parent ions were excluded from repetitive MS/MS acquisition for 60 s (50 mDa mass tolerance). Protein Pilot 2.0 (Applied Biosystems) software was used for protein identification and quantitation.Raw data files (30 in total for each run) were submitted for simultaneous search using standard SILAC settings for QStar instruments. Proteins for which at least 2 fully trypsin digested L and H peptides were detected at N99% confidence were used for subsequent comparative quantitative analysis. Raw MS data files were analyzed by Protein Pilot®, version 2.0, using the non-redundant human gene database. Proteins, and their confidences and L:H ratios, were returned with Geninfo Identifier (gi) numbers. Differential regulation within each experimental dataset was determined by Z-score normalization of each dataset, using a confidence of N1.960σ as previously described [12] .
Cellular Protein Expression
A549 cells were seeded 24 h prior to use so that they were 80% confluent at the time of infection. Cells were washed with DMEM supplemented with 0.1%BSA and infected at an MOI of 7 for 1 h. The virus inoculum was removed, cells were washed with PBS, and fresh DMEM supplemented with 0.1% BSA and 0.5 μg/ml TPCK-trypsin was added to the cells. Cells were harvested at 5 h and 24 h post infection. Total cell lysates were collected by washing the cells once with PBS and lysing cells with 2% SDS for immunoblot analysis. Fractionated lysates were harvested by washing the cells with PBS, adding 0.5% NP40 supplemented with Complete Protease Inhibitor (Roche) to the cells and incubating on ice for 30 min. The lysates were then collected and centrifuged at 2500 ×g for 10 min to generate soluble cytoplasmic and pelleted nuclear fractions. Each fraction was brought up to equal volumes with a final concentration of 2% SDS for gel electrophoresis and immunoblot analysis. Immunoblots were performed using commercially available primary antibodies coupled with secondary antibodies containing a conjugated IRdye® (Supplementary Table S2 ). Blots were visualized using a Licor® Odyssey scanner. Band intensities were quantified by densitometry using ImageJ software and normalized to the expression levels of actin. Each experiment was replicated at least 3 times, the means and standard errors are graphically presented. A one-way Anova with a Dunnett post-test was used to determine any significant changes between the various virus strains tested, and a one-way Anova with a Bonferroni post-test was used to determine any significant changes between the fractions tested.
mTOR/AKT Pathway Analysis
A549 cells were seeded 24 h prior to use so that they were 80% confluent at the time of infection.Cells were washed with DMEM supplemented with 0.1%BSA and infected at an MOI of 7 for one hour. The virus inoculum was removed, cells were washed with PBS, and fresh DMEM supplemented with 0.1% BSA and 0.5 μg/ml TPCK-trypsin was added to the cells. Cells were harvested at 5 and 24 hpi. Media were removed and the cells were washed with PBS. Ice-cold 1× MILLIPLEX® MAP Lysis Buffer(EMD Millipore, Merck KGaA, Darmstadt, Germany) was added to the cells. Cells were collected and incubated at 4°C with gentle rocking for 10-15 min. Viruses in samples were inactivated by 5MRADS of gamma irradiation for safe removal from BSL-4. Samples were clarified by centrifugation at 2500 ×g for 10 min and protein content was determined using the Qubit Protein Assay Quantification Kit (Life Technologies) as per manufacturer's recommendations. The phosphorylation states of various proteins from the mTOR/AKT signaling pathway and of NFκB were determined using the Milliplex MAP Akt/ mTOR Phosphoprotein 11-plex Magnetic Bead Kit and the Milliplex MAP Phospho-NFκB (Ser536) Magnetic Bead MAPmate (Life Technologies) as per manufacturer's instructions. The bead counts were normalized to protein concentrations and the means and standard errors were calculated. Each of three biologic assays was run in triplicate. Results were compared to mock-infected samples at their respective time points and a t-test was used to determine their significance.
Rapamycin Treatment and Viral Replication Analysis
A549 cells were seeded 24 h prior to use so that they were 80% confluent at the time of infection.Cells were washed with DMEM supplemented with 0.1%BSA and infected at an MOI of 0.01 for 1 h. The virus inoculum was removed, cells were washed with PBS, and fresh DMEM supplemented with 0.1% BSA, 0.5 μg/ml TPCK-trypsin and (0-10 nM) rapamycin was added to the cells. Media were replaced at 5 or 24 hpi with fresh DMEM supplemented with 0.1% BSA and 0.5μg/ml TPCKtrypsin. Infections were allowed to continue for a total of 48 h.Supernatants were harvested and viral titers were quantified by an endpoint Spearman-Karber TCID 50 calculation. Using GraphPad's model comparison analysis, the results were compared to two models, a horizontal line, which indicates that there are no changes in response to rapamycin treatment, and a 4-parameter dose-response curve, where rapamycin has a dose-dependent effect on viral replication. The predicted model and its probability of being correct was reported.
Results

Influenza Virus Infection Induces Significant Up-and Down-Regulation of Numerous Cellular Proteins
A549 cells were infected with the highly pathogenic 1918 influenza virus strain (IAV1918).Preliminary analyses of cell viability throughout infection indicated that 24 hpi was the optimal time to process the cells for analysis, since signs of infection were present but the majority of cells were still viable (Fig. 1A and B) . Furthermore, immunostaining for viral non-structural protein 1 (NS1) confirmed that N80% of cells were infected by this time under our experimental conditions (Fig. 1C) . Thus, we selected 5 hpi as an early time point and 24 hpi as a later time point for analyses.
Infected and mock-infected cells were harvested, separated into nuclear and cytoplasmic fractions, and lysates were processed for mass spectrometry analyses. Each experimental analysis identified1 350-2050 proteins in the cytoplasmic fractions and~450-950 proteins in the nuclear fractions at ≥99% confidence and with ≥2 peptides (Fig. 2A) , leading to the overall identification of 3020 proteins from 113,485 L:H peptide pairs. The significance of protein dysregulation was assessed by multiple means. Significance of proteins detected multiple times were determined by t-test. In addition, to facilitate interexperiment comparisons, and to assess significance of proteins detected only a single time, but with ≥2 non-redundant peptides, all L:H ratios were converted into Z-scores to determine each protein's quantitative deviation from each population's mean as described [12] . Protein dysregulation was considered significant if t-test p values were b0.05. Protein dysregulation was also considered significant if the protein was detected and measured multiple times and each of its Z-scores were ≥1.960σ or ≤−1.960σ (=95% confidence). Z-scores ≥ 2.576σ or ≤−2.576σ (=99% confidence) were considered significant if proteins were detected and measured only a single time. For further stringency, average fold-change cut-offs of ±50%, which resulted in fold-change ≥ 1.5-fold, if upwards, or ≤0.667-fold, if downward, compared to mock were applied to proteins detected multiple times and fold-change cutoffs of ±75%, representing ≥1.75-fold if upwards or ≤0.5714-fold if downward compared to mock were applied to proteins detected only a single time. Label swapping identified 24 proteins (including keratins, S100 calcium binding proteins, and albumin pre-protein) that were significantly regulated in one direction under one L:H labeling condition, but significantly regulated in the opposite direction under reciprocal labeling conditions and which thus likely represent contaminants; these were computationally removed from the dataset and from further consideration as described [48] .
By using these Z-score criteria and removal of probable contaminants, we identified a total of 79 proteins that were significantly upregulated at either 5 or 24 hpi in either the cytoplasmic or nuclear fractions and 98 proteins that were significantly down-regulated (Table 1) . A few proteins were found significantly regulated in multiple time points or sub-cellular fractions. For example, the 205kD nucleoporin (Nup205) protein was up-regulated in the cytoplasmic fraction at both 5 and 24 hpi, SC11A was up-regulated at 24 hpi in both the cytoplasmic and nuclear fractions, the lamin B receptor (LBR) was upregulated in nuclear fractions at both 5 and 24 hpi, and the β-induced transforming growth factor (BGH3) was down-regulated at 5 hpi in both the cytoplasm and nucleus (Table 1) . A few proteins (H2B1C, SPD2B, RFC5, RM04, IBP7, and RAB3B) were consistently up-regulated in one sample but consistently down-regulated at either another time point or in another sub-cellular fraction, suggesting either temporal or spatial re-distribution.
Up-regulated proteins are associated with responses to stress, stimulus and virus, acetylation, cell structure, defense responses, and protein binding, whereas down-regulated proteins are associated with alternative splicing, localization, transport, protein binding, and nucleoside, nucleotide and nucleic acid metabolism.
Proteins, and their levels of regulation, were analyzed by DAVID [17, 36, 37] and by Ingenuity Pathways Analysis (IPA). These analyses measured numerous classes of proteins (Fig. 3A, left) . While many members of most classes of proteins were up or down-regulated at 5 hpi, it is striking that all proteins in the phosphatases, kinases, transmembrane receptors, and translation regulator classes were upregulated, while all cytokines and a predominant fraction of transporters were downregulated (Fig. 3A, middle) . By 24 hpi, there was a very evident shift in the expression patterns for members of some classes of proteins. For instance, transcription regulators, which showed mixed up or down regulation at the early time point were exclusively downregulated at 24 hpi. Transmembrane receptors and translation regulators that were all up-regulated at 5 hpi were all down-regulated by 24 hpi, while most kinases, which were all up-regulated at 5 hpi were mostly down-regulated by 24 hpi. The phosphatases were further enriched among the up-regulated proteins by 24 hpi. IPA identified 10 pathways with 5 or more focus molecule members identified from SILAC analysis among the regulated proteins. The top 5 pathways, each with 14 or more identified molecules, were cellular movement, developmental disorders, cell cycle, molecular transport, and cellular development ( Fig. 3B; Supplementary Fig. S1 ). There were large numbers of proteins whose quantities changed when comparing 5 hpi pathways to 24 hpi pathways. For example, LBR was up-regulated at both 5 and 24 hpi but SMAD2 (and many other pathway members) were unaffected at 5 hpi and significantly down-regulated at 24 hpi (Table 1 , Fig. 3B, Network 1) . Similarly, most of the other top pathways had larger numbers of down-regulated proteins at the later time point. IPA identified numerous canonical pathways, diseases and biological functions that were significantly dysregulated, and/or that were predicted by Zscore analysis to be highly positively or negatively activated (Table 2 ). These observations were also complemented by DAVID analyses, which identified various proline dioxygenases and nucleotide binding activities (among others) as major up-and down-regulated molecular functions, and oxygen reduction and macromolecular complex organization and assembly as major biological processes (Fig. 4) . The PI3K/ mTOR/Akt canonical signaling pathway was one of the significantly affected ones (Table 2 ; Supplementary Fig. S2 ), supporting some of our recent observations about the role of this pathway in IAV replication [96] . To validate results obtained by mass spectrometry, we selected five differentially regulated proteins from Table 1 , which targeted the various network and canonical pathways.These targeted proteins demonstrated clear changes in regulation, were detected in multiple experiments by mass spectrometry, and had reliable antibodies available for use. Using a similar experimental design as in the SILAC experiments, cells were infected at high multiplicity of infection (MOI) with 1918 virus (1918). The cells were fractionated into cytoplasmic and nuclear components and the expression levels of kinesin family 22 protein (KIF22), LBR, nuclear export factor 1 (NXF1), Nup205and Rab5b were assessed (Fig. 5) . The non-biased SILAC screen demonstrated KIF22 up-regulation in the nuclear fraction at 5 hpi (Table 1 ) and that the protein was not detected in the cytoplasm or at later time points. Immunoblot analysis confirmed a statistically significant upregulation of KIF22 in the nucleus at 5 hpi but also demonstrated continued elevated expression at 24 hpi. In addition, KIF22 was detected in the cytoplasm although there was no statistically significant change observed with infection (Fig. 5B ). The SILAC screen indicated LBR was up-regulated in the nucleus at both 5 and 24 hpi (Table 1 ) and similar trends were observed by immunoblot analysis (Fig. 5C ). Although LBR was not detected in the cytoplasmic fractions by SILAC, immunoblot analysis, which is generally more sensitive, showed that LBR was also significantly up-regulated in the cytoplasm by 24 hpi (Fig. 5C ). SILAC showed a 5-fold (2.2 log 2 -fold) decrease in NXF1 abundance in the nuclear fraction at 5 hpi and a no decrease at 24 hpi (Table 1) and immunoblot analysis demonstrated a slight decrease in NXF1 nuclear protein expression at 5 hpi and then a slight up-regulation at 24 hpi (Fig. 5D ). While NXF1 was detected in SILAC cytoplasmic fractions, its expression level was not significantly altered due to infection.However, immunoblot analysis showed it slightly up-regulated at both time points (Fig. 5D) . A lower level of NXF1 was expressed in the nucleus than in the cytoplasm, and infection resulted in reduced levels by 5 hpi that rebounded above the mock level by 24 hpi. Cytoplasmic Nup205 expression was similarly elevated when assessed by both SILAC and immunoblotting methods at 5 and 24 hpi ( Table 1 , Fig. 5E ) but remained unchanged in the nucleus. Finally, SILAC showed Rab5b up-regulation in the cytoplasmic fraction at 24 hpi, although it was not detected at the earlier time point and immunoblot showed significant up-regulation of Rab5b at both 5 and 24 hpi (Fig. 5F ). Rab5b was not detected in nuclear fractions by mass spectrometry (Table 1) , and was barely detectable by immunoblotting. Thus, while not perfect correlation, there was general consistency between the non-biased SILAC method and the more targeted and more sensitive immunoblotting method. Minor differences in degree or direction of measured regulation might be attributable to inherent differences in sampling (partially degraded proteins would not be measured by immunoblot but their peptides would be detected by MS) or by inherent differences in the sensitivity of each method.
Differential Host Responses Are Induced by Different IAV Strains
We have previously described host proteomic responses to infection by the lab and mouse-adapted IAV strain A/Puerto Rico/8/34 (H1N1) [12] and we also previously showed that highly pathogenic avian influenza virus strains H5N1 and H7N9 induced more profound alterations than the seasonal or 2009 pandemic IAV H1N1 strains [81] . To extend our findings with the 1918 virus to other influenza strains, we then used immunoblotting to determine whether KIF22, LBR, NXF1, Nup205 and Rab5b were similarly or differentially induced or repressed by representatives of each of the other virus subtypes. As a control, the 1918 virus was used to confirm our previous findings, and we included three additional (Fig. 6) as seen in the previous experiment (Fig. 5 ). There were a few minor changes in expression levels of the five proteins but that would be expected when comparing fractionated samples (Fig. 5 ) to total cell lysates (Fig. 6) . The human H1N1 strains 1918, Mx10, RV733, and U77; and avian-origin H7N9 (Anh2013) viruses all up-regulated expression of KIF22 to similar levels upon infection. Interestingly, there was statistically significant downregulation of KIF22 expression when cells were infected with V1203 (Fig. 6A, p b 0.01 ). There was a statistically significant difference between the LBR expression profiles of 1918-infected cells compared to the other strains that were tested. 1918-infected cells had elevated levels of LBR at 24 hpi, while the other tested strains all showed an inhibition of LBR expression (Fig. 6B, p b 0 .01). NXF1 expression was mildly elevated in cells infected with the human H1N1 viruses or the avian Anh2013; however, when infected with V1203 there was a significant inhibition of NXF1 expression at 24 hpi (Fig. 6C, p b 0 .001). While there was no statistically significant difference in the expression patterns of Nup205 between cells infected with this panel of viruses, U77 and V1203 tended to trend lower when Nup205 expression was assessed (Fig. 6D) . Finally, Rab5b expression profiles had a statistically significant difference between 1918-infected cells and the other strains tested. Infection with 1918 caused the highest increase in Rab5b expression, Mx10, U77, RV733 and Anh2013 caused mild elevation, while Significance assumed if measured ≥2 times and up-regulated ≥1.5-fold, or if down-regulated to ≤0.667-fold compared to mock; or if measured only once and up-regulated ≥1.75-fold, or if down-regulated to ≤0.571-fold compared to mock, as determined by t-test or z-score analysis and as described in reference #19. 1 The number of replicates from which protein quantities were measured. Infected: mock-infected ratio. 3 Red highlight indicates significant up-regulation; green indicates significant down-regulation. Proteins arranged top-to-bottom in each half of table from most regulated to least regulated and sorted from Cytoplasm 5 h -Nucleus 24 h. most strikingly infection with V1203 resulted in a decrease in Rab5b expression (Fig. 6E, p b 0.001) .
Our lab focuses on identifying changes in the host response caused by influenza virus infections for a variety of different strains to better delineate viral life cycles and features of pathogenesis [12, 48, 81, 96] . To provide more evidence that the changes we observed in protein expression profiles correlated with a pathway response required for influenza infection/propagation, we looked at whether infection altered signaling pathways that are linked to expression of the proteins assessed in this study. Previously, utilizing a lab-adapted A/Puerto Rico/8/34 (H1N1) (PR8) strain, we identified changes in apoptosis and autophagy and the PI3K/Akt/mTOR regulatory pathway was suggested hpi. B, The top 2 networks, identified at 95% confidence and each of which contained 14 or more "focus" molecules (molecules significantly up-or down-regulated), with pathway names indicated. Three additional high-scoring networks, each also identified at 95% confidence and each of which contained 14 or more "focus" molecules are shown in Supplementary Fig. S1 . Solid lines: direct known interactions; dashed lines: suspected or indirect interactions. Red: significantly up-regulated proteins at the indicated time point; pink: moderately up-regulated proteins; grey: proteins identified but not significantly regulated; light green: moderately down-regulated proteins; dark green: significantly down-regulated proteins; white: proteins known to be in network, but not identified in our study.
to play a role [96] . Our data using the 1918 strain also confirmed the PI3K/Akt/mTOR pathway was affected during infection ( Supplementary  Fig. S2 ). Furthermore, we noted that four of the five proteins (excluding KIF22) we analyzed interact with the PI3K/AKT/mTOR signaling cascade, a pathway that is responsible for regulating the cell cycle and cellular survival. PI3K, AKT and mTOR are the central junctions of this pathway. Cell surface receptor tyrosine kinases, (RTK) respond to various growth factors, cytokines and hormones and activate phosphatidylinositol 3-kinase (PI3K) which in turn promotes production of phosphatidylinositol 3,4,5-trisphosphate (PIP3).PIP3 recruits and activates AKT and mTOR is activated by the activities of PI3K and AKT. AKT and mTOR exert a variety of upstream and downstream effects such as control of protein transcription and translation, autophagy, lipid synthesis and mitochondrial function (Fig. 7) . We compared the phosphorylation states of a variety of proteins within this pathway between mock-infected cells and cells infected with 1918, Mx10, RV733, V1203 and Anh2013 as previously described. Cells infected with 1918 showed reduced phosphorylation levels of proteins within this pathway at 5 hpi (Fig. 8A) . By 24 hpi many of the proteins had returned to normal phosphorylation levels, specifically AKT and mTOR (Fig. 8B) . Mx10 demonstrated very similar results to those of the 1918 group. At 5 hpi, Mx10-infected cells demonstrated an overall decline in phosphorylation of proteins from the AKT/mTOR pathway (Fig. 8B) , and by 24 hpi the phosphorylation levels had almost completely returned to steady state levels observed in mock-infected samples (Fig. 8B) . When cells were infected with a seasonal H1N1 strain, RV733, a few proteins from the AKT/mTOR pathway had reduced phosphorylation at 5 hpi and by 24 hpi almost the entire pathway was dephosphorylated, demonstrating a slower inhibition of the pathway (Fig. 8) . It is not known whether the pathway returned to steady state levels as occurred for the other H1N1viruses tested after 24 h. Interestingly, the two tested avian viruses (V1203 and Anh2013) behaved differently.At 5 hpi both viruses exhibited decreased phosphorylation of a number of proteins in the AKT/mTOR pathway, as seen with the H1N1 viruses; however, a notable distinction between the avian and H1N1 strains was the observed early phosphorylation of AKT and either GSK3α or GSK3β depending on the virus (Fig. 8A ). GSK3α and GSK3β play redundant roles in the pathway; they both are phosphorylated by AKT, and in turn their activity is inhibited. Therefore, an increase in AKT activation would correlate with an increase in phosphorylation of either GSK3 species. By 24 hpi, V1203-infected cells demonstrated further and significant decrease in phosphorylation of almost all of the proteins assessed, including GSKα, GSKβ and AKT, while several proteins in the Anh2013-infected cells returned to steady state levels with a few exceptions (Fig. 8B) .
From our previous data, we saw that the two pandemic viruses, 1918 and Mx10, responded similarly; at 5 hpi there was a general depression of the AKT/mTOR pathway followed by a return to steady state levels by 24 hpi. V1203 and RV733 also demonstrated a depression of the AKT/mTOR pathway but it was delayed compared to 1918 and Mx10, while Anh2013 appeared to alter only the phosphorylation state of a few proteins in the pathway and an overall depression of the pathway was not observed at any time point. This outcome suggested that influenza virus infection may be selectively influencing the pathway to promote viral replication. Focusing on the role of mTOR, we used rapamycin, an inhibitor that specifically targets the mTORC1 complex. Here we assessed whether the inhibition of mTORC1 would affect influenza virus replication. Cells were infected with 1918, Mx10, RV733, V1203 or Anh2013, treated with rapamycin for either 5 or 24 h and viral replication was assessed at 48 hpi. Mx10, RV733, V1203 and Anh2013 virus replication were unaffected by treatment with rapamycin; however, 1918 replication was severely impaired by treatment with rapamycin, regardless of the time of treatment, suggesting a requirement for mTORC1 activity in early replication events of the 1918 virus (Fig. 9) . A striking difference in the replication of the 1918 virus and the other viruses evaluated is that the 1918 virus replicates to at least 2-3 log 10 higher titer when rapamycin is absent or at low, non-inhibitory concentrations.Following treatment at doses in the range of 1-10 nM, replication of the 1918 virus was reduced to levels that are similar to those observed with viruses that are not sensitive to rapamycin.This outcome suggests that the capacity of the 1918 virus to grow to significantly higher titers in A549 cells, compared to the other viruses, is dependent on the activity of mTOR, most probably in the context of its role in the mTORC1 complex.
Discussion
A number of genome-wide RNAi screens, mRNA microarray screens and yeast 2-hybid assays have defined cellular networks that are required for, or manipulated by, influenza infection. These studies have identified N1400 protein targets that may be worth further analysis [92] . The majority of these studies were performed with less pathogenic influenza virus strains and there was very little overlap between most studies. Because viral infection leads to both qualitative and quantitative effects on host gene expression and function, we have complemented these previous studies by performing quantitative proteomic assessments of influenza infections to further define the effects of influenza virus infection on host functions. Our earlier studies focused on quantitative analyses of host protein responses to the mouse-adapted and attenuated PR8 strain in both cultured A549 [12] and primary bronchotrachial cells [48] and on high-pathogenic avian virus strains in A549 cells [81] .
We assessed changes in the host's global protein response after 1918 influenza virus infection by mass spectrometry. A previous study using microarray technology indicated the presence of a strong inflammatory cytokine/chemokine response but a diminished downstream antiviral response in non-human primates infected with 1918 [47] . Interestingly, using mass spectrometry, we identified a small proportion of cytokines 
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involved in antigen processing and MHC presentation that were dysregulated ( Fig. 2A; Fig. 3A) . In contrast to the previous study, which measured mRNA levels, we observed mildly decreased protein expression levels compared to mock-infected cells. This apparent discrepancy in the antiviral responses may be an artefact of using an in vitro cell culture system versus a fully immunocompetent animal model, or a result of Immunoblot analysis was conducted to ensure fractionation was complete. Histone H3 is found in the nucleus, Lamin is located in the nuclear envelope, actin is present in the cytoplasm, and α tubulin is situated in both the nucleus and cytoplasm. (B-F) A549 cells were infected with 1918 at an MOI of 7 and harvested at 5 and 24 h post-infection. Cells were fractionated and analyzed by immunoblot for specific proteins identified from the mass spectrometry analysis. Protein expression was quantified by densitometry and normalized to the expression of actin. The fold increase in protein expression was determined by comparing mock and infected samples. The means and standard error of the means were calculated from three separate protein expression experiments. A one-way Anova with a Bonferroni post-test was used to determine any significant changes between the fractions tested.*pvalue b 0.05, **p-value b 0.01, ***p-value b 0.001. Fig. 4 . Gene ontology analyses of up-regulated and down-regulated proteins. The proteins identified in Table 1 were imported into the DAVID gene ontology suite of programs at the NIAID, gene identifications converted by that program, and ontological functions determined by GOTERM. Only ontological functions whose p values are b0.05 are indicated. □ , 5 hpi; ■ , 24 hpi.
variation between two different technologies. Thus, we investigated a more highly affected pathway. Our proteomic analysis pointed to the dysregulation of the AKT/ mTOR pathway by the 1918 virus. Using a variety of cell-based assays we verified the altered expression states of proteins involved in this pathway and the altered phosphorylation state of the AKT/mTOR pathway with 1918 infection. Furthermore, we then demonstrated that among our panel of different viruses, only the 1918 strain was sensitive to the effects of rapamycin, suggesting that 1918 has a unique way of utilizing the AKT/mTOR pathway to promote viral replication by maintaining mTORC1 activation. This distinct response to the modulation of the AKT/mTOR pathway could be a factor which plays a role in conferring the unique and significant virulence and/or transmissibility of this strain.
The PI3K/AKT/mTOR pathway is known to play a role in viral replication of a number of RNA and DNA viruses by regulating apoptosis, cell survival and host transcription and translation [8, 13] . When PI3K is activated, it triggers AKT phosphorylation, which in turn leads to mTOR activation [5, 20, 22, 31, 72, 73, [77] [78] [79] 84] . mTOR, a serine/threonine signaling kinase, forms two distinct complexes. The first, mTORC1 consists of mTOR, Raptor, Glb and DEPTOR and acts as a master growth regulator [44, 45] . It controls major anabolic processes by activating protein synthesis, lipogenesis and energy metabolism, and inhibiting autophagy [33, 38, 44] . The second complex, mTORC2, comprised of mTOR, Rictor, GbL, Sin1, PRR5/Protor-1 and DEPTOR regulates cell proliferation [25, 72] . mTORC2 functions as a regulatory kinase of AKT, PKCα and SGK1 [5, 72, 73, 84] .mTORC1 and AKT subsequently activate GSK3, p70S6K and 4E-BP and their effector proteins to initiate host transcription and translation.Many viruses are able to manipulate GSK3, p70S6K, 4E-BP, and their effectors, to inhibit cellular transcription and translation and allow for the production of viral proteins [9] [10] [11] 14, 19, 63, 76, 93] . Our results demonstrate a suppression of the PI3K/AKT/mTOR pathway, which includes many of the proteins responsible for cellular transcription and translation (Fig. 8) . It is likely that influenza viruses use inhibition of this pathway to minimize cellular transcription and translation while augmenting viral transcription and protein production.It is widely known that influenza virus infection shuts off host transcription and translation by decreasing production of cellular mRNA and the nucleocytoplasmic transport of cellular mRNA [27, [41] [42] [43] . Previously, we demonstrated that viral translation increased in response to the suppression of the mTOR pathway during infection with PR8 but production of progeny virus was impaired [96] . This supports our finding, for the observed temporal depression of the mTOR pathway at early time points. This suppression of the the mTOR pathway is necessary to promote viral translation, a necessary requirement to promote viral genome replication and once ample viral proteins have been synthesized the pathway returns to a steady state level to allow for the continuation of the viral life cycle and production of viral progeny.
The eIF4F complex, made up of eIF4E, a downstream effector molecule of mTORC1 responsible for binding the cap of cellular mRNAs, the RNA helicase eIF4A, and eIF4G, a scaffolding protein, is necessary for protein translation. However, it was demonstrated that when eIF4E is functionally impaired, influenza translation still occurs [9] . The virus was able to overcome the need for eIF4E by the presence of the viral . Proposed model for the interaction of LBR, Rab5, Nup205, and NXF1 in the PI3K/mTOR/AKT signaling pathway. The PI3K/mTOR/AKT pathway plays a role in protein and lipid synthesis, metabolic processes and cell survival and proliferation. This pathway is also necessary to promote viral replication. Four cellular proteins have been shown to be differentially regulated during influenza virus infection. We propose that these proteins tie into the PI3K/mTOR/AKT pathway to facilitate viral replication. (1) LBR is a structural component of the nuclear envelope. Activation of LBR causes the destabilization of the nuclear envelope and induction of cell division, affecting active transport of material across the nuclear membrane. (2) LBR has sterol reductase activity, a component necessary for lipid synthesis, and lipogenesis is controlled by this pathway. Rab5 (3) interferes with insulinmediated activation of PI3K and (4) inhibits mTORC1 activation by sequestering it away from the lysosomal compartment which subsequently affects downstream autophagy regulation. (5) The M2-ion channel of influenza virus has a role in subverting autophagy. (6) Nup205 is a component of the nuclear pore complex and acts as a regulatory gate controlling the size of proteins passing through the nuclear envelope. (7) The viral protein NS1 interacts with NXF1 and inhibits cellular mRNA export from the nucleus. (8) NS1 can also activate PI3K.(9) PI3K, mTOR and AKT activation has been shown to inhibit NFX1-mediated export of cellular mRNAs.
polymerase. The viral polymerase remains associated with the cap of the viral mRNA and eIF4A and eIF4G are subsequently recruited to maintain a functional eIF4F complex to initiate viral translation [9] .
The inhibition of eIF4E activation is the likely mechanism causing the suppression of host translational activities by preventing the formation of a functional eIF4F complex. Viral translation can still occur, since the viral polymerase is capable of functioning as eIF4E to allow for the formation of the eIF4F complex. Our results demonstrate the inhibition of mTOR, which prevents eIF4E activation, and supports the observation that influenza virus infection inhibits cellular transcription and translation (Fig. 7) . Interestingly, we observed that the inhibition of mTORC1 with rapamycin for prolonged periods does not impair virus replication for most of the viruses we tested, whereas our previous study demonstrated that PR8 replication was impaired with prolonged rapamycin treatment [96] . We observed a similar situation for the 1918 virus. PR8, isolated in 1934 and descended from the 1918 virus, is one of the oldest isolates that is routinely studied. The other strains tested in this study were isolated more recently, from 2007 to 2013. We could be observing an evolutionary adaptation in how the viruses use the PI3K/ AKT/mTOR pathway that could be responsible for these differences. Nucleocytoplasmic transport of molecules across the nuclear membrane is also important for influenza virus replication. NXF1 is essential for the transport of cellular mRNAs, containing exon-exon junctions, out of the nucleus [15, 68] . NXF1 is also essential for influenza virus replication [6, 32, 40, 74] but the role of this pathway has not been well defined. While the export of viral RNP structures out of the nucleus occurs through the interaction between NEP and the CREM1 export pathway [58] , the NS1 protein is able to interact with NXF1 and prevent the export of cellular mRNAs [74] (Fig. 7) . We observed that influenza infection caused NXF1 to be upregulated at later time points, which could be the host's attempt to subvert the effects of NS1. Alternatively, the virus may also be able to use the NXF1 export pathway in addition to the CREM1 pathway. Interestingly, the influenza NS1 protein is also capable of binding p85β, the PI3K regulatory subunit, and stimulating PI3K kinase activity [20, 22, 31, [77] [78] [79] (Fig. 7) . However, the activation of PI3K activity is limited to IAV while PI3K activation remains unchanged by influenza B viruses [21] . One study linked the PI3K/AKT/ mTOR pathway as a regulator of NXF1-mediated cellular mRNA export from the nucleus [67] . Inhibition of PI3K, AKT and mTOR activation allowed for increased NXF1 mediated-export of cellular mRNA from the nucleus and activation of the pathway caused retention of cellular mRNA in the nucleus [67] (Fig. 7) . We tested three H1N1 strains, 1918, Mx10 and RV733, and two avian-origin influenza strains, V1203 (H5N1) and Anh2013 (H7N9) that exhibit high virulence in human infections. Interestingly, all three H1N1 strains demonstrated a decrease in mTOR and AKT activation; 1918-and Mx10-mediated mTOR and AKT activation occurred at early time points post infection, while the decrease occurred at later time points for RV733, suggesting reduced upstream activation of PI3K, which was confirmed by the observed inhibition of IR and IGF1R activation. Of note, the two avian influenza viruses caused significant AKT activation, suggesting instead the activation of PI3K for these viruses. Interestingly, IR activation was depressed during infection with the avian strains; however, IGF1R remained at baseline levels suggesting some degree of PI3K activation. Thus, influenza virus-induced signaling appears to be strain specific. Our data demonstrated an initial downregulation of NXF1 in the nuclear fraction and an upregulation in the cytoplasmic fraction at 5 h post infection during 1918 influenza virus infection (Fig. 5) , suggesting a shift away from normal steady state equilibrium towards nuclear export of mRNA. By 24 hpi, NXF1 expression returned to steady state levels in the nuclear fraction but remained slightly upregulated in the cytoplasmic fraction (Fig.5 ). This correlated with the observed inhibition of the AKT/mTOR pathway at 5 hpi and then its return to steady state levels at 24 hpi. Interestingly, when the expression profiles of NXF1 were compared to other viruses at 24 hpi, most viruses responded similarly to the 1918 strain (Fig. 6) . The inhibition of the AKT/mTOR pathway and increased shift of NXF1 into the cytoplasm at early time points is consistent with increased NXF1-mediated mRNA nuclear export and may indicate a novel role for this pathway in viral replication. Since expression of NS1 is linked to the retention of cellular mRNA in the nucleus [74, 81] , this may favor the export of viral mRNA. Furthermore, retention of host mRNA in the nucleus could aid in virus-mediated cap snatching, a unique phenomenon in which the first 10-20 nucleotides of cellular pre-mRNA is removed and used as primer for viral mRNA synthesis. Furthermore, the accumulation of cellular mRNA in the nucleus would subsequently decrease host translation allowing the host machinery to be available for viral replication. Our data show that the inhibition of mTORC1 does not affect viral replication for most viruses, confirming the idea that the host will favor virus replication over cellular transcription/translation. This suggests that the viral-induced inhibition of the PI3K/AKT/mTOR pathway and its downstream effect on NXF1 could play a role in diverting host machinery towards supporting viral functionality. Interestingly, the inhibition of mTORC1 has a unique effect on 1918 replication. We observed inhibition of 1918 replication by the prolonged inhibition of mTORC1, suggesting that a balance between mTOR inhibition for some steps in the viral life cycle and its ability to maintain production of progeny virus must be maintained, a unique finding for this strain of influenza.
LBR and Rab5 were two proteins differentially expressed in 1918-infected cells compared to other strains of influenza virus. LBR, a dual functioning protein, contains an N-terminal domain found in the nucleoplasm where it interacts with B-lamins, heterochromatin and chromatin binding proteins, aiding in the maintenance of chromatin structure as well as nucleus reformation after mitosis, and a C-terminal domain anchoring LBR to the inner nuclear membrane [18, 52, 54, 66, 82, 94, 95] . The LBR C-terminal domain has sterol reductase activity [64, 71, 80] , which is important for cholesterol synthesis. The role that LBR plays in maintaining the lamina structure of the nuclear membrane may indirectly regulate transport of viral gene products in and out of the nucleus (Fig. 7) . Little is known about the interaction between LBR and the PI3K/ AKT/mTOR pathway; however, it was recently discovered that AKT is able to phosphorylate Arginine-Serine residues in the N-terminal region of LBR [90] . The phosphorylation of this protein causes a conformational change, detaching the peripheral heterochromatin from the inner nuclear membrane, causing LBR to become highly mobile, thus fostering the destabilization of the nuclear envelope for mitosis [90] . During this process, the stability of the nuclear pores complexes will be compromised, impairing nuclear transport. The inducible sterol reductase activity of LBR could also have a role in the production of lipids required for viral replication (Fig. 7) . A previous study identified LBR as being moderately upregulated when A549 cells were infected with a 2009 pandemic H1N1 isolate by mass spectrometry [16] . Unfortunately, we were not able to demonstrate similar results in our study; however, the isolate (Mx10) used in this study was not employed in mass spectrometry experiments, but was used solely for biological validation, an approach which was not done in the previous study. Therefore, a direct comparison of results is difficult. We show that LBR was upregulated at both 5 h and 24 h after infection with 1918, an observation that was distinctively different from the other strains tested in our study. Our findings suggest a novel role of LBR in the 1918 virus life cycle by accommodating increased nuclear stability, promoting viral nuclear transport, and aiding lipid production involved in virus budding and egress; however, further studies to confirm the role of LBR in the 1918 life cycle are needed.
Rab5 is a GTPase which regulates the endocytic pathway [97] , controls homotypic fusion of endosomes [3, 30] , vesicle movement on microtubules [35] and Rab GTPase conversion [70] . The elevated expression of Rab5 GTPases has been implicated in decreasing insulinmediated activation of PI3K [51] downstream of mTORC1 activation [7, 24, 50] (Fig. 7) . The decline in mTORC1 activity in circumstances of elevated Rab5 is the result of Rab5 misdirecting mTORC1 away from lysosomal compartments and into swollen vacuolar-like structures, preventing mTORC1 from being phosphorylated by Rheb or Rag [7, 50] . We showed Rab5b is upregulated during infection with 1918 influenza virus but not by the other strains assessed ( Based on these reports, we may extend the possibility that 1918 infection induces an increase in Rab5 expression as a mechanism to inhibit mTORC1 phosphorylation through its ability to sequester mTORC1 away from sites of PI3K/AKT/mTOR signaling activity [7, 24, 50] . However, our results also demonstrate a temporal depression of the PI3K/ AKT/mTOR pathway by the other strains assessed (Fig. 8) . While Rab5 may play a role in the depression of this pathway for 1918, it is not the only factor responsible, since 1918 replication was distinctly sensitivity to the inhibition of mTORC1 phosphorylation by rapamycin treatment (Fig. 9) . The distinct expression profile of Rab5 and its sensitivity to mTORC1 inhibition by 1918 infection compared to other influenza strains may be correlated; however, follow up investigations into the role of Rab5 would be needed to fully understand this mechanism of action. mTORC1 is known to negatively regulate autophagy; therefore, a decrease in mTORC1 activity by Rab5 expression will have a positive effect on the induction of autophagy activity [50] . Autophagy is responsible for the degradation of cellular organelles and protein aggregates of long-lived proteins [55] . Macroautophagy is the best understood pathway of autophagy and has roles in both innate and adaptive immune responses [75] . A two-membrane vesicle forms around its target to generate an autophagic vesicle. This vesicle will then fuse with late endosomes and lysosomes for substrate degradation. Many viruses have evolved subversion strategies, which allow them to benefit from host-mediated autophagy [4, 23, 26, 34, 46, 69, 85] A model comparsion was performed using horizontal line and 4-parameter variable slope models to fit the data. A horizontal line model suggests there was no effect on virus replication by rapamycin treatment, while a 4-parameter variable slope model predicts that there was a dose-dependent response to treatment.
M2-ion channel protein plays a role in subverting autophagy by blocking fusion of the autophagosome with the lysosome [4, 26] and can further utilize the autophagy machinery as a source of materials needed for virus budding and virion stability [4] (Fig. 7) . While the 1918 virus may use Rab5 as an inhibitor of the PI3K/AKT/mTOR pathway, subsequently causing the activation of autophagy, other strains may have evolved alternative strategies to do the same thing.
In conclusion, we found that 1918 infection temporally inhibits the mTOR pathway, while effectively promoting viral replication; however, the robust and prolonged depression of mTOR by rapamycin severely impairs 1918 replication. This suggests that 1918 virus-mediated mTOR activity inhibition is tightly regulated both temporally and by degree to promote 1918 replication. Deviation from this balance of activity would have detrimental effects. Our study suggests that infection of A549 human lung cells with influenza viruses alters host nucleocytoplasmic shuttling of molecules across the nuclear membrane, cellular transcription and translation activities, and host synthesis of lipids through a dysregulation of the PI3K/AKT/mTOR pathway. Among the viruses we compared, we observed a unique expression profile of two host proteins, LBR and Rab5b proteins in 1918 infected cells. The temporal increase in Rab5b expression could play key roles in transient depression of the PI3K/AKT/mTOR pathway. Likewise, the general upregulation of LBR could have a role in increased cholesterol synthesis and its overall increase in post-translational phosphorylation by AKT due to increased expression levels, which could have downstream effects on the stability of the nuclear envelope and subsequently nuclear transport. The findings we have presented in this study complement and bridge some gaps between other reports, together providing a more coherent picture of how influenza viruses highjack the host response and the possible mechanisms required to mediate virus replication. Moreover, our work paves the way for further research on the relationship between 1918 infection and the PI3K/AKT/mTOR signaling pathway and the host mechanisms responsible for facilitating virus replication and in determining levels and severity of pathogenesis.
Supplementary data to this article can be found online at https://doi. org/10.1016/j.ebiom.2018.05.027.
